Ran Binding Protein 9 (RanBP9) is a novel mediator of cellular DNA damage response in lung cancer cells

Supplementary Materials Supplementary Figure S1: RanBP9 is a novel target of ATM. (A) Co-immunoprecipitation experiments in H460 and H1299 lung
cancer cells. Cells were irradiated as indicated, harvested after 10 minutes and total cell extracts were immunoprecipitated (IP) using antiRanBP9 or normal control (Ctrl) IgG. Total and immunoprecipitated cell extracts were analyzed through WB using the indicated antibodies. (B) Kinase assay using immunopurified ATM from H460 cells treated with 10 Gy of IR or left untreated. Where indicated, KU-55933 was used to inhibit ATM. Immunopurified ATM was incubated for 15′ at 32°C with the indicated peptides or their mutant forms where each putative phosphorylated serine was substituted with alanine (reported in B) in the presence of ATP. Following the kinase reaction, luciferin and luciferase were added to generate a luminescent signal depending on the amount of ATP left in the solution at the end of the reaction. Lower levels of luciferase activity correspond to lower levels of ATP left in solution and to a higher kinase activity. Data were normalized for both luciferase activity obtained when lysates where immunoprecipitated using normal control IgG and when S/A mutants where used. Luciferase activity, relative to the untreated samples, is reported. Data are representative of 2 independent experiments performed in triplicate, + SEM. * p<0.05; **p < 0.01. stable clones left untreated (NT) or exposed to 2.5 or 5 Gy of IR at 72 h following the treatment. Average cell number + SEM, normalized for the untreated control, is reported. *p-value < 0.05, **p-value < 0.01; ****p-value < 0.0001; *****p < 0.00001; *****p-value < 0.000001; ******p-value < 0.0000001. Data are the average of two independent experiments performed at least in triplicate. a RanBP9-GFP expression vector. At 24 h from the transfection, cells were exposed to 10 Gy of IR and analyzed by live-imaging confocal microscopy for 6 h. Images were acquired every 5 minutes and the resulting video was processed using Nikon Element Viewer Software. 
Supplementary
